, and cultured at 5% CO2 at 37°C for 7 days in KGM2 medium.
and Phosphatase Inhibitor cocktail (Nacalai Tesque, Osaka, Japan). Lysate were separated by 11-15% SDS-PAGE and transferred to 0.2-µm nitrocellulose membranes (GE Healthcare, Little Chalfont, UK).
After blocking with 3% skim milk-TBST or 2% BSA-TBST (phospho. Smad1/5/8), membranes were incubated with primary antibodies at 4°C overnight. After washing with TBST, the membranes were incubated with horseradish peroxidase-conjugated secondary antibodies for 1 h at room temperature.
Immunoreactive bands were visualized by the chemiluminescence method using Amersham ECL Prime Western Blotting Detection Reagent (GE Healthcare). Antibodies used for western blotting analysis are listed in Supplemental Table S6 .
Immunohistochemistry
For immunohistochemical analysis, tissues were fixed with 4% paraformaldehyde and paraffin-embedded using standard methods. Next, 4-µm-thick serial paraffin sections were stained with antibodies according to standard methods. Immunofluorescent staining of cultured cells was performed as described previously (64). Antisera against mouse Id2 peptide (AA 109 -123) were raised by immunization of rabbits. The immunoglobulin G fraction of antisera was subject to affinity purification against the recombinant glutathione S-transferase (GST) fusion full-length Id2 protein produced by E. coli. coupled to a column (HiTrap NHS-activated, Amersham Pharmacia Biotech, Orsay, France). Antibodies used for immunohistochemical analysis are listed in Supplemental Table S6 .
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